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Lung immunohistochemistry
Paraffin-embedded lung sections were deparaffinized with xylene, rehydrated gradually with graded alcohol solutions, and then washed with deionized water. Antigens were unmasked by boiling for 20 minutes in 10 mM citric acid buffer pH 6, (Sigma). After cooling at room temperature (RT), sections were rinsed in phosphate-buffered saline (PBS), pH 7.4 (Life technologies), and blocked with 2.5% normal horse serum (RTU Vectastain) for 15 minutes at RT. Then, sections were incubated overnight at 4°C in an humidified chamber with a diluted antip16 rabbit polyclonal antibody (1:1000, PA5-20379, ThermoFisher). After overnight incubation, sections were washed in PBS and endogenous peroxidase was quenched with 3% H202 for 20 minutes at RT. Sections were then incubated with biotinylated universal secondary antibody (RTU Vectastain, Vector Laboratories) for 10 minutes at RT, followed by and incubation with the streptavidin-peroxidase complex (RTU Vectastain) for 5 minutes at RT. After further washing, chromogen 3,3′-diaminobenzidine tetrachloride/nickel-cobalt substrate was applied, yielding a brown colored reaction product, and sections were counterstained with hematoxylin (Hematoxylin QS, Vector Laboratories, H-3404). Results are presented as median with their interquartile range in brackets. Exposure to CS was monitored through recurrent measurements of blood HbCO levels in dams before mating (preconception day 10), during pregnancy (gestational day 5), and in pups two days after the beginning (day 23) and the day before the end (day 48) of the exposure period. The HbCO levels at gestational day 5 during experiment 2 were not measured due to technical problems. 
Algorithms used with
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Median values and interquartile ranges. a: p<0.05 for the SS versus AA comparison. b: p<0.05 for the SS versus AS comparison. AA: mice never exposed to cigarette smoke. AS: mice exposed only during postnatal life. SA: mice exposed only during prenatal development. SS: mice exposed during both prenatal development and postnatal life. 
Median values and interquartile ranges. a: p<0.05 for the SS versus AA comparison. b: p<0.05 for the SS versus AS comparison. AA: mice never exposed to cigarette smoke. AS: mice exposed only during postnatal life. SA: mice exposed only during prenatal development. SS: mice exposed during both prenatal development and postnatal life. The results were not significantly different between male and female mice exposed to air, or between male and female mice exposed to smoke Figure S1 : Flow chart of mice during the first experiment Figure S1 : Flow chart of mice during the first experiment. D0: day 0. D21: day 21. At birth, three pups were found dead in the group S (smoke) and one in the group A (air). Figure S3: p16 protein expression in lung parenchyma of 21-day-old mice A. from the group Air. B. from the group Smoke. p16 expression was visible in brown-dark (dashed arrows) and cell nucleus were visible in purple (plain arrows). C. Quantification of p16 immunostaining surface normalized on cell nucleus surface. p16 expression was superior in mice exposed prenatally to CS compared to mice exposed to filtered room air (Smoke n=8, Air n=8, p=0.02). Results are presented as median and interquartile range.
